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HIGH EFFICIENCY PROTEIN EXTRACTION 



Field of the Invention 
This invention relates to a process for isolating edible protein from animal muscle by 
solubiiizing the protein in an alkaline aqueous solution. 

Background of the Invention 

Surimi or formed fish has been produced in Japan for about a thousand years. Only 
recently has surimi appeared m North American supermarkets as imitation crab legs, lobster 
chunks, shrimp, and scallops. North American surimi is typically produced from lean white 
fish, such as pollock or whiting. 

Low value animal muscle (e.g., from fatty pelagic fish or poultry bone residue) is 
usually undesirable as a source of food for human consumption. After processing, the 
isolated protein is often characterized by unattractive textures, dark colors, and strong 
flavors, often as a consequence of membrane lipid oxidation. 

Summarv of the Invention 
TTie invention is based on the discovery that if animal muscle protein is solubilized in 
an alkaline solution, the resulting soluble protein can be isolated in high yields and in a 
substantially native and non-oxidized form more suitable for human consumption. It was 
discovered that alkaline treatment of animal muscle minimized the oxidative eflFects of 
deoxyhemoglobin and the hydrolysis of myosin, a major muscle protein, by lysosomal 
proteases. After the muscle protein is solubilized in an alkaline aqueous solution, various 
undesirable components (e.g., bones, neutral lipids, membrane lipids, fatty pieces, skm, 
cartilage, and other insoluble material) can be removed. The soluble protem is then 
precipitated and collected in an edible form. 
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Accordingly, the inventioii features a'method for isolating edible protein from animal 
muscle (e.g., fish, such as pelagic fish, or chicken) by obtaining a mixture comprising animal 
muscle and water; increasing the pH of the mixture to a level sufficient to solubilize at least a 
portion of the insoluble animal protem in the animal muscle protein mixture; removing at 

5 least about 50% by weight of total membrane lipids from the mixture; precipitating the 
solubilized protein from the animal muscle protein mixture; and collecting the precipitated 
protein, thereby isolating the edible protein from the animal muscle. This isolated protein 
can be used for forming edible protein gels that can be used in foods such as, e.g., hot dogs 
and cooked surimi. To fiirther limit the extent of oxidation, especially of membrane lipids, 

10 the mixture can include an iron chelator (i.e., a compound that binds to and inactivates the 
oxidizing potential of an iron atom or ion), such as ethylenediaminetetraacetic acid (EDTA), 
diethylenetriaminepentaacidic acid (DTPA), camosine, anserine, uric acid, citric acid, 
phosphate, polyphosphate, ferritin, or transferrin 

The method can include an optional washing step, in which the mw animal muscle is 

15 rinsed with water prior to solubilization; or a step for removing insoluble matter such as bone 
skin and cartilage from solubilized protein. This can be accomplished using an optional low- 
speed centrifugation step prior to precipitation of the protein. As used herein, "low-speed" 
means about 4000 x g or lower (e.g., 2000, 2500, 3000, 3250, 3500, or 3750 x g), and "high- 
speed" means about 5000 x g or higher (e.g., 5500, 6000, 7500, 8500, 10,000, or higher x g). 

20 Centrifiigations can be performed for a sufiBcient time (e.g., 5, 10, 1 5, 20, 25, 30, 40, 60, or 
more minutes) to achieve the intended result, such as removal of membrane lipids or removal 
of insoluble material from the mixture. 

The animal muscle can in general constitute 50% or less (e.g., 40, 30, 20, 15, 10, or 
5% or less) by weight of the mixture. When removal of membrane lipids from the soluble 

25 proteins is desired, the percentage of animal muscle in the mixture should be less, e.g., 15, 
10, or 8% or less by weight of the mixSture, to render the viscosity of the solution low enough 
for separation of membrane lipids from an aqueous portion of the mixture. When the 
viscosity of the solubilized protein is reduced, at least about 50% (e.g., at least about 60, 70, 
80 or 90%), by weight of the total membrane lipids present in the mixture can be removed. 
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Membrane lipids can be removed from a mixture using a niunb^ of methods. For 
example, centrifiigation of the mixture at about 5000 x g or higher (e.g., 6000, 7000, 8000, 
9000, or 10,000 x g or higher) is su£5cient to pellet the membrane lipids below an aqueous 
layer contaimng solubilized protem. Where necessary or desirable, neutral lipids (e.g., oils) 
5 can be removed from the top of the aqueous layer. Other methods of removing membrane 
lipids from the mixture include filtration and the addition of an aggregant. As used herein, an 
"aggregant" is a material that, when added to a mixture, causes one or more dispersed 
components of the mixture to aggregate, thereby facilitating separation of the one or more 
components from the mixture. 

10 The initial solubilization of animal muscle protein can be accomplished by increasing 

the pH of mixture to about 10.0 or above (e.g., 10.5 or above). The pH can be increased by 
adding polyphosphate to the mixture. 

The solubilized protein can be precipitated by lowering the pH of the alkaline mixture 
to, e.g., about 5,5 or lower. For example, the pH can be lowered to about 4.0 or below (e.g., 

15 2.5 to 3.5, especially 3.0), then raised to about 5.0 or above. The pH of the aqueous phase 
can be decreased by adding an acid, e.g., hydrochloric acid, to the aqueous phase. The salt 
concentration can be optionally adjusted to aid precipitation (e.g., by adding a salt such as 
NaCl), and a cryoprotectant optionally added to the precipitated protein. The precipitated 
protein can be collected by centrifugation and/or with ibe aid of an aggregant, such as a 

20 polyamine (e.g., spermine or spermidine), a neutral or ionic polymer, or any other specific 
aggregant that is also useftil for aggregating membrane lipids. 

In another aspect, the invention includes a method of isolating edible protein from 
animal muscle (e.g., fish or chicken) by obtaining a mixture comprising animal muscle and 
water; increasuig the pH of the mixture to, a level suflBcient to solubilize at least a portion of 

25 the insoluble animal protein in the animal muscle protein mixture; precipitating the 

solubilized protein from the animal muscle protein mixture; and collecting the precipitated 
protem, thereby isolating the edible protein from the animal muscle. In this method, the 
temperature of the mixture is maintained at 15°C or less (e.g., 10** or 5° or less) in each step 
to minimize denaturing of the protein and deleterious oxidation of contaminants such as 
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membrane lipids. The collected precipitated protein provides a yield of at least 70% (e.g., at 
least 80, 90, 95%) by weight of the total anunal muscle protein m the mixture prior to 
increasing the pH. Additional optional steps and materials, as described herein, can be used 
in this method, where applicable. 
5 As an alternative to increasing the pH of a mixture containing animal muscle and 

water, the animal muscle can first be obtained and then mixed with an aqueous solution 
having a pH suflBciently alkaline to solubilize at least a portion of the animal protein. 

The invention has several advantages. The methods of the invention inactivate or 
reduce the oxidative potential of hemoglobin, as well as minimize hydrolysis of myosin, a 

10 major component of animal muscle. In addition, optional features of the invention remove 
essentially all of the membrane lipids, thereby further stabilizing the edible protein against 
oxidation. Thus, the invention embodies a strategy of inactivating oxidants and removing 
undesirable substrates for oxidation, both of which help render an edible protem product 
suitable for commercial food products. 

1 5 The methods described herein are useful for processing fatty muscle tissues as a feed 

composition, which are typical of low cost raw materials, such as would be foimd in the fiatty 
fish species or mechanically deboned poultry meat. In addition, the methods are useful for 
isolating edible protein from lean animal muscle, such as white fish meat (e.g., cod). 

The process of this invention also provides for increased yield of protein from ammal 

20 muscle. Greater than about 70% by weight of protein can be typically obtamed fi-om muscle 
tissue usmg the methods of the invention. In some cases, protem yields of greater than 90% 
by weight can be achieved. Besides the obvioxxs commercial value of having better yields, 
the improved yield results in less protein in the waste water during industrial processuig, so 
that environmental pollution is decreased. . 

25 The methods of this invention do not require firesh or lean animal muscle as a starting 

material. Any spoilage (off smells or colors) due to oxidized lipids can be removed using the 
new methods. In addition, animal parts containing other fetty tissues such as skin can be 
used, since the offending lipids, as well as the parts themselves, can be removed. In the case 
offish processing, the new methods eliminate the need to fillet the fish prior to protein 
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isolation, thereby reducing the cost of processing. Similarly, by removing the lipids, the 
methods of the present invention reduce flie amoimt of fat-soluble toxins (e,g., 
polychlorinated biphenyls or PCBs) in the food product 

Unless otherwise defined, all technical and scientific terms used herein have the same 
5 meanmg as commonly understood by one of ordinary skill in the art to which this invention 
belongs. Although suitable methods and materials for the practice or testing of the present 
invention are described below, other methods and materials similar or equivalent to those 
described herein, which are well known in the art, can also be used. All pubUcations, patent 
applications, patents, and other references mentioned herein are incorporated by reference in 
10 their entirety. In case of conflict, the present specification, including definitions, will control. 
In addition, the materials, methods, and examples are illustrative only and not intended to be 
limiting. 

Brief Description of the Drawing 
1 S Fig. 1 is a bar graph of the amount of ihiobarbituric acid reactive substances 

(TEARS) in cod muscle at specific pH values. The "pH 3 to 7" bar was held at pH 3 for 1 
hour after the addition of hemolysate, before adjusting to pH 7 and then storage. 

Detailed Description 

20 The invention relates to a new method of isolating edible protein firom animal muscle. 

The resulting edible protein is relatively free from oxidation products, is capable of forming a 
gel, and can be processed into human foods. For example, the methods of the invention can 
be used to produce surimi fix)m fatty fish as well as leaner white fish. 

25 I. Isolating Lipid-Free Edible Protein 

In general, the invention features a method for isolating edible protein from animal . 
muscle (e.g., fish or chicken muscle) by first obtaining a mixture containing animal muscle 
and water, the animal muscle can be less than about 15% (e.g., 5% to 12%, or 10%) by 
weight of the mixture. Any aqueous solvent, e.g., water, can be used. In addition, the muscle 
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can be washed with an aqueous solution prior to any mechanical manipulation. The muscle 
can be substantially diluted in water such that the solubilized protein suspension/solution 
produced in successive steps of the method is of a low enough viscosity so that the lipids or 
insoluble material can be removed by centrifugation. Lower viscosity can also aide removal 
5 of mixture components using methods other than centrifugation, as described herein. The 
viscosity of the protein suspension/solution is preferably about 75 mPa-s or less (e.g., about 
35 mPa-s or less). Viscosity is measured, for example, with a Brookfield Model LVF 
viscometer (Brookfield Engineering, Stoughton, MA) using a #3 or #4 spindle at 60 ipm. 
The manufacturer's supplied conversion chart is then used to calculate viscosity. The animal 

10 muscle can be mechanically ground, homogenized, or chopped by hand. 

After dilution of the animal muscle with water or an aqueous solution, the pH of the 
mixture is then increased, for example, to greater than about 1 0.0 (e.g., about 10.0 to 1L5, or 
about 10.5) so that at least 50%, e.g., at least 60, 70, 75, 80, 85, or 90%, of the animal protein 
by weight is solubilized. Altematively, an aqueous solution containing sufficient base to 
. IS raise the pH of the mixture to greater than about 10.0 (e.g., about 10.0 to 1 1.5, or about 10.5) 
can be added to the animal muscle to achieve the same level of solubilization. 

Protein denaturation and protein hydrolysis is a function of temperature and time in 
solution, with increasing temperature and time in solution promoting protein denaturation 
and hydrolysis. Thus, it is deskable to reduce the temperature and the time the protein is in 

20 solution. As a result, the methods of the invention are preferably conducted at about O^C to 
10°C (e.g., O^C, 1^*0, 4®C, or 6^C). The methods of tiie invention can also be carried out 
using frozen starting material, e.g., frozen miiscle tissue. The aqueous composition also may 
contain components such as preservatives, which protect protems from degradation. The 
ionic strength of the solution can be adjusted to avoid protein precipitation. Muscle tissue 

25 can also be homogenized, e.g., broken into pieces of approximately 5 mm or less, to achieve 
rapid extraction on adjustment of the pH, to further prevent denaturation of the proteins. 

To remove membrane lipids from solubilized protein, the mixture can be centrifuged 
(e.g., at from about 5000 x g to 10,000 x g, or higher), so that the charged membrane lipids 
are separated from an aqueous phase, which is collected by, for example, decanting the 
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aqueous phase. Several layers can form after centrifiigation. At the bottom, the charged 
membrane lipids and any remaming residue is pelleted. The percentage sediment weight can 
be less than 20% (e.g., less than 10%), because a higher sediment percentage indicates that 
some of the desurable protein has been removed with the undesirable lipids. Percentage 
5 sediment weight is defined as the weight of pellet after centrifugation divided by the total 
homogenate weight. Above the pellet is an aqueous layer containing the solubilized protein. 
At the top, the neutral lipids (fats and oils), if any, float above the aqueous layer. The neutral 
lipids can be removed with a pipette before decanting the aqueous phase. Intervening layers 
can also be present depending on the source of muscle. For example, a gel of entrapped 

1 0 water containing solubilized protein can form between the aqueous layer and the pellet. This 
gel can be kept with the aqueous layer to increase protein yield. Of course, in industrial 
applications, the aqueous phase (and other phases, if desired) can be removed during 
centrifugation using a continuous-flow centrifuge or other industrial scale machinery. 

Other methods besides centrifugation can be used to separate the membrane lipids 

1 S from the aqueous phase. For example, a variety of filtration apparatus are available to the 
skilled artisan, depending on the size and volume of the material to be separated. In the 
absence of membrane lipid aggregants, a microfiltration apparatus is suitable for separating 
molecules having molecular weights in the range of 500,000 to 20 million. If the lipids are 
aggregated, particulate filtration may be suitable. These filtration units typically operate 

20 under pressure in the range of 2 to 350 kPa. In addition, cationic exchange membranes (sc-1) 
and anionic exchange membranes (sa-1) are suitable for removing membrane lipids from the 
mixture. In addition, various filtration methods can be used to select for or against muscle 
proteins of a particular size. 

In some circmnstances, an HF-lab-5 ultrafiltration imit (Romicon, Inc., Wobum, MA) 

25 can be used with a feed tank having an immersed cooling coil to maintain a relatively 

constant temperature. A cross flow process, which has the advantage of removing filter cake 
continuously, can also be used. To recover water or lower the salt content of the mixture, 
filtration membranes can be used with electrodialysis to drive out ions from the mixture. For 
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this particular piirpose, a stackpack unit (Stantech, Inc., Hamburg, Germany) can be used. 
This imit contains several cell pairs sandwiched between two electrode compartments. 

Removal of membranes can also be facilitated by subjecting a mixture to high 
pressure, using, e.g., the MPF 7000 device (Mitsubishi Heavy Industries, Ltd.) or the High 
5 Pressure ACB 665 device (Gee, Alsthom; Nantes, Frances). High pressure treatment, 
accompanied by the proper temperature treatment, has the added benefit of kilUng known 
pathogens, in addition to membrane lipid aggregation and separation. 

In addition to the use of high pressure, an aggregant can also be added to the mixture 
to facilitate membrane lipid removal. Suitable polymer aggregants include carrageenan, 

10 algin, demethylated pectin, gum arabic, chitosan, polyethyleneimine, spermine, and 

spermidine. Other aggregants include salts, such as a calcium salt, magnesium salt, sulfate, 
phosphate, and polyamine. 

The pH of the aqueous phase can then be decreased so that the solubilized proteins 
precipitate. The yield can be at least 70% (e.g., at least 90%) by weight of the total starting 

1 5 protein in the mixture. The yield is defmed as the precipitated protein mass divided by the 
total muscle protein mass. In one embodiment, the pH is decreased to about S.5 or less to 
precipitate and collect the protein by, for example, centrifugation. In another embodiment, 
the pH of the aqueous phase is decreased to less than about 4.0 (e.g., about 2.5 to 3.5, or 
about 3.0) and then increased to more than about 5.0 to precipitate the protein. This further 

20 dip in pH may facilitate precipitation of sarcoplasmic proteins at the higher pH. 

Cryoprotectants (e.g., disaccharides and/or polyalcohols, such as polysorbatol) can be added 
to the precipitated protein to preserve and protect the product during freezing and storage. 

Any acid that does not undesirably contaminate the final product can be used to lower 
the pH of the centrifuged mixture. For example, organic acids (e.g., malic acid, or tartaric 

25 acid) or mineral acids (e.g., hydrochloric acid or sxdfuric acid) are suitable. Citric acid which 
has a fevorable pKa value can provide buffering capacity at pH 3 and pH 5.5. Acids that 
have significant volatility and impart undesirable odors, such as acetic acid or butyric acid, 
are imdesirable. Likewise, any of several bases can be used to raise &epH. A 
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polyphosphate is suitable, smce it also iiinctions as an antioxidant and improves the 
fimctional properties of the muscle proteins. 

Since the control of the pH of a mixture can often be difficult, the mixture can include 
a biiffer that maintains an acidic target pH value or a basic target pH value. For example, a 
5 compound such as citrate, which has a pKa in the range of about 5.97, can be added to the 
mixture containing solubilized protein, if the solubilized protein is to be precipitated at a pH 
of about 6.0 or lower. In eflfect, citrate can act as a "brake" to ensvire that the pH of the 
mixture does not over-shoot a target pH value. Given a target pH, the choice of buffer is 
within the skill in the art of food science. Buffers suitable for a target pH in the range of 8.0 
10 to 9,0 include glycine, arginine, asparagine, cysteine, carnosine, taurine, pyrophosphate, and 
orthophosphate. Buffers suitable for a target pH in the range of 5.5 to 6.5 include histidine, 
succinate, citrate, pyrophosphate, and malonate. Buffers suitable for a target pH in the range 
of 2.0 to 2.5 include alanine, glutamic acid, citric acid, lactic acid, phosphoric acid, or 
pyruvic acid. 

1 5 Instead of reducing the pH of the solution, protein precipitation can be attained by 

adding polymers such as polysaccharides, charged polymers, marine hydrocoUoids including 
alginates or carrageenan or the like, either alone or in combination with centrifixgation. The 
salt concentration of the aqueous phase can also be adjusted to facilitate precipitation. 
In addition, the various washes, supematants, and flow-through fractions can be 

20 recycled back to earlier steps to recover even more protein using the methods. For example, 
after the solubilized protein has been precipitated, the aqueous fraction can be entered uato 
another batch of animal muscle that has yet to be solubilized. 

IL Use of Lipid-Free Edible Protein 
25 The new methods can be used to process for human consumption materials that are 

not presently used as human foods because of their instability and unfavorable sensory 
qualities. Small species offish such as herring, mackerel, menhaden, capelin, anchovies, or 
sardines are either underutilized or used for nonhuman uses. Approximately one half the fish 
. presentiy caught in the world are not xised for human food. The new methods allow for better 
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Utilization of the available food supply. The methods can utilize both white-flesh and dailc- 
flesh fish, as well as chicken and other materials. The quality of non-fatty animal muscle 
(e.g., cod) can be improved in t^ms of yield using the methods of the invention. TTie 
methods of the present invention result in protein isolates that are capable of forming gels, 
e.g., gels from mechanically deboned chicken meat, that are stronger than gels made from 
materials not processed by the methods of the present invention. Further, the gels have 
reduced fat and increased water binding ability compared to gels made from improcessed 
materials. Further, the protein isolates produced by the methods of the present invention can 
be used as a functional ingredient to replace protein portions, e.g., meat, of various food 
products, such as sausages. 

in. Sources of Animal Muscle 

The process of this invention can be used to process flesh that is recovered from fish 
after the fillets have been removed. This material is typically not used for human food. 
Similarly, there is very little usage of the skeletons of chickens after parts are removed for 
retail sale. The methods of the present invention can process such chicken and fish parts to 
produce edible protein suitable for human consumptioiL Other underutilized muscle sources 
useful in the methods of the mvendon include Antarctic krill, which is available in large 
quantities but is diflBcult to convert to human food because of its small size. 

Representative suitable starting sources of animal muscle for the processes of this 
mvention include fish fillets, deheaded and gutted fish, Crustacea (e.g., krill), molliiscs (e.g., 
squid), chicken and other poultry (e.g., turkey), beef, pork, or lamb. 

The invention will be further described in the following examples, which do not limit 
the scope of the invention defined by the claims. 

EXAIVIPLES 

Example 1: Titrating pH for Optimal Protein Solubilization 

Preparation offish. Excellent quality Atlantic cod was obtained from local fish 
processors. Cod muscle was well trimmed, ground to 1/8-inch pieces, mixed wth nine parts 
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cold (6°C) deionized, distilled water for each part muscle, and homogenized in a Polytron 
PCU 1 machine (Brinkman Instruments, Westbury, NY) at a speed of 76 for I minute. 

Alkaline solubilization, ThepHofthe codhomogenate was 6.85. One molar NaOH 
was added to the homogenates vmtil it reached specific alkaline pH levels in the range of 9.04 
5 to 1 1 .50. The viscosities of the solutions at 4-6*'C at the specific pH values were measiHed 
with a Brookfield Model LVF® viscometer (Brookfield Engineering, Stoughton, MA) using a 
#3 or #4 spindle at 60 rpm. The manufacturer's supplied conversion chart was used to 
calculate viscosity. The mixture was then centrifiiged at 9300 rpm in a No. 35 rotor 
(10,000 X g) for 60 minutes using an L5-65B® ultracentrifuge, to form a top layer of 
10 emulsified oil, a middle aqueous layer containing the solubilized protein, and a membrane 
pellet. In some cases, when lean white fish is used, the emulsified oil layer may not be 
present. The aqueous layer was collected by removing the oil with a pipette and then 
decanting the aqueous solution. The viscosity and solubility results are shown in Table 1. 

15 



20 TABLE 1 



pH 


viscosity 
(mPa*s) 


% protein 
solubility 


% sediment 
weight 


9.04 


373.5 


33.37 


31.18 


9.50 


409.0 


36.85 


40.42 


10.00 


638.5 


78.82 


28.22 


10.49 


59.5 


88.90 


15.08 


10.99 


57.4 


99.56 


13.52 


11.50 


29.5 


>99.9 


4.95 


6.85 


222.5 
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Protein mass was determined by using the Biuret reaction as described in Torten et al., J. 
Food Sci. 168:168-174, 1963. The percentage protem solubility is defined as protein mass in 
the aqueous layer divided by protein mass in the original homogenate. The percentage 
5 sediment weight is the weight of sediment after centrifugation divided by the total 

homogenate weight. High sediment weight values are indicative of protein removed with the 
membrane lipids. The bottom row in Table 1 represents the homogenate prior to adjustment 
withlMNaOH. 

Table 1 indicates that greater than 70% protein solubility occxirs at pH values above 
10 10.0, viscosity drops below 75 mPa-s at pH values between 10.0 and 10.5 and above, and 
percentage sediment weight drops below 15% at about pH 10.5 or above. The data in 
Table 1 show that efficient protein solubility (>70%) occurs at pH values above about 10,5. 
As the viscosity drops below 75 mPa s when the pH is above about 10.5, the percent protem 
solubility increases to above 75%. Similarly, percentage sediment weight decreases to below 
15 15% when the pH rises above 10.5. If the viscosity was too high, the protein co-sedimented 
with the membrane and was removed. A viscosity of 75 mPa-s or less was typically needed 
to remove the membrane lipids by centrifugation, without removing a substantial portion of 
the protein along with them. The sample at pH 10 was highly viscous with good protein 
solubility. This sample, however, would have been dif&cult to work with in an industrial 
20 setting. Sediment weight percentages of about 15% or lower was considered acceptable. 
Thus, although a pH of about 1 0.0 could be used, higher pH values approaching and above 
1 0.5 were of greater commercial interest. 

Example 2: Production of Cod and Mackerel Surimi 
25 Cod was prepared as described in Example 1 above. Atiantic mackerel was also 

obtained fi-om local fish processors and processed as described in Example 1 . The mackerel 
was of Stage II quality as assessed using the method described in Kelleher et al., J. Food. Sci. 
57:1103-1108 and 1119, 1992. The mixtures were adjusted to pH 10.5tosolubilizethe 
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protein. The mixtures were then centrifixged, and the aqueous layer collected as described in 
Example 1. 

One molar HCl was added to the aqueous protein solution until it reached pH 5.5. 
The precipitated protem was collected by centrifuging at 15,000 rpm (34,600 x g) in a No. 19 
5 rotor for 20 minutes in a Beckman® L5-65B ultracentri&ge. The supernatant was decanted. 
A cryoprotectant solution containing 4% sucrose, 4% sorbitol, and 1.2% sodium 
tripolyphosphate was added to the protein pellet. The mixture was formed into surimi by 
choppmg for 30 seconds using an Oskar® model chopper (Sunbeam-Oster, Hattiesburg, MS) 
in a refrigerated, walk-in cooler. The surimi was packed into polyethylene Whirl-pak7® bags 

1 0 and frozen at -40°C for at least 12 hours. 

The frozen surimi was tempered in a walk-in cooler (4°C) for 30 minutes prior to 
chopping for 2 mmutes in the Oskar® chopper. NaCl was added to 3% (w/w) of surimi 
during chopping. The chopped paste was stuffed into stainless steel tubes (19 mm diameter x 
175 nun) and cooked at 90°C for 20 minutes. The cooked surimi was set in ice for 20 

1 5 minutes prior to being dijscharged from the tubes and held for 24 hours at 6°C. Physical 
properties of the cooked food product are shown in Table 2. Gel strength and displacement 
values were determined using a 5 mm stainless steel probe attached to an Instron® Model 
1000 Universal Materials Testing Instrument (Instron Corp., Canton, MA) equipped with a 5 
kg load cell and a crosshead speed of 100 mm/min. The values were recorded and calculated 

20 as described in Lanier, "Measurement of Surimi Composition and Functional Properties," In: 
Surimi Technology (Lanier et al., eds.), pp 123-163, Marcel Dekker, Inc., New York, 1992. 



TABLE 2 



Muscle Source 


Strain 


Stress (kPa) 


Cod 


2.21 ±0.10 


128.13 ± 7.33 


Mackerel 


1.95 ± 0.08 


91.2 ± 0.00 



25 
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For cod, the values represent the average and standard deviation of three cooked tubes from 
one gel sample. For mackerel, the values represent the average and standard de\4ation of two 
cooked tubes from one gel sample. 

All gels were of good quality. In general, values of strain (elastic component) greater 
5 than 1 .9 to 2.0 are rated as grade A gels. Stress (hardness component) values found in all 
gels were excellent, with most commercially available gels being at least about 30-35 kPa. 

Example 3 : Production of Protein Isolates From Herring Light Muscle 

Preparation of fish. Fresh herring was obtained from D&B Bait, Gloucester, MA, 

10 and transported on ice to the University of Massachusetts Marine Station (approx. 15 min. 
travel time). Upon arrival in the laboratory, the fish was graded visually and divided into four 
grades: In rigor, stage I, n, and III (Kelleher et al., J. Food. Sci. 57:1103-1108 and 1119, 
1992). The post mortem age generally ranged between 6-36 hours. White muscle was 
manually excised and pushed through a 3 mm plate using a kitchen grinder (Kitchen Aid 

15 Inc., St Joseph, MI, USA). 

Protein isolatioru Ground muscle (120-300 g) was. homogenized for 1 minute (speed 
50, 120 V) with 9 volumes of ice-cold distilled water using a Kinematica Gmb H Polytron 
(Westbury, NY, USA) connected to a Variable autotransformer (Dayton, Ohio USA). The 
proteins in the homogenate were solubilized by drop-wise addition of 2N NaOH until 

20 reaching pH 1 0.8. The protein suspension was centrifuged within 1 5 minutes at 1 8,000 x g 
(20 minutes) giving rise to four phases: a floating "emulsion layer," a clear supernatant, a 
soft gel-like sediment, and a slightly harder bottom sediment. The supernatant was separated 
&om the "emulsion layer" by filtering these two phases through double cheesecloth. The 
soluble proteins were precipitated by adjusting the pH to values between pH 4.8 and 7, e.g., 

25 5.5, using 2N HCl. Precipitated proteins were collected via a second centrifugation at 10,000 
X g. Manufacture of surimi. Excess water in the alkali-produced protein precipitates was 
squeezed out manually or removed via centrifugation (20 minutes, 18,000 x g). This lowered 
the moisture content (Mc) of the alkaline produced precipitates firom 88± 1% to 72+3% 
(n=7). Both precipitates were then adjusted to 80% Mc with distilled water and blended with 
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the cryoprotectant mixture (4% sucrose, 4% sorbitol, 0.3% sodium tripolyphosphate). The 
final Mc was 73.2 ± 0.5 %. The surimi was fix)zen in plastic bags at 80°C. 

Manufacture of surimi gels. Gels were prepared as described by Kelleher & Hultin, 
(Kelleher & Hultin, Functional Chicken muscle protein isolates prepared using low ionic 

5 strength and acid solubilization/precipitation. In Meat Science in the New Millennium, 

Procedings from the 53^^ annual reciprocal meat conference, The Ohio State Univeristy, June 
18-21, pp 76-8 1 (2000)). with the exception that the pH of the surimi was adjusted to 7.1 - 7.2 
using 10% NaOH or 10% HCI after chopping in 2%NaCl. Surimi was packed either in 
cellulose casein (The Sausage Maker Inc., Buffalo, NY) or in 19 mm metal tubes, depending 

10 upon the type of gel measurements to be carried out. 

Quality of gels. Strain and stress (at structural failure) were analyzed using the 
torsion technique of Wu et al., J. Tex. Studies, 16: 53-74 (1985), or with a Rheo Tex model 
gelometer AP-83 (Sun Sciences Co. Seatlle, WA, USA). The latter measured the 
deformation (mm) and the peak force (g) required to penetrate 2.5 cm sections of the gels. 

1 5 Gels were also subjected to tiie folding test described by Kudo et al. (1973) by foldmg a 3 
mm slice of the gel once or twice. The Hunter color values, "L,'* "a," and "b," were 
measured on gels according to Kelleher and Hultin. Supra. 

Table 3 provides data firom alkali aided preparation of surimi and surimi gels using 
fresh herring light muscle and herring light muscle firom fish aged 6 days on ice, which was 

20 processed m the same way. The cryoprotectant mixture consisted of 4% sorbitol, 4% 

sucrose, and 0.3% sodium tripolyphosphate. Gels contained 2% NaCl and were formed at 
90**C for 30 minutes. Break force and deformation were measured with a Rheotex AP-83 
(Sun Science Co. Ltd, Nichimo International Inc, Seattle, WA, USA). Values within the 
same row bearing different numbers are significantly different (p:s0.05). The data indicate 

25 that good quality surimi and surimi gels can be prepared firom both fresh and aged herring 
using the methods of the present invention. 
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TABLES 



Raw material/surimi characteristics 


Fresh herrine 
pH 10.8 


Aged herring 
pH 10.8 


Moisture Content (Mc) in muscle (%) 


79.6 


80.6 


Muscle lipid content (%dw) 


11.1 


8.8 


Muscle TBARS (nmol TBA/kg) 


5 


28 


Mc in protein precipitate (%) 


87.3 


87.7 


Mc in dewatered protein precipitate (%) 


74.4 


74.5 


Mc in surimi with cryoprotectants 


72.5 


73.1 


pH in surimi with cryoprotectants 


6.87 


6.42 


pH prior to gelation 


7.15 


7.11 


Mc in final surimi gel (%) 


70.7 


69.9 


Gel characteristics 






Folding test 


5 


3 


Break force (g) 


871 ± 62 


464 ± 11 


Deformation (mm) 


9.2 ± 0.7 


6.2 ±0.3 



Table 4 provides data from alkali aided preparation of surimi and surimi gels from 
fresh herring light muscle. The cryoprotectant mixture consisted of 4% sorbitol, 4% sucrose, 

5 and 0.3% sodium tripolyphosphate. Gels contained 2% NaCl and were formed at 90°C for 
30 minutes. Stress and strain was measured using the torsion technique (Wu et al., J. Tex. 
Studies 16: 53-64 (1985)) using a Brookfield Digital viscometer (Model DV-II, Brookfield 
engineering Inc. Stoughton, MA, USA). Results are expressed as mean ± SD (n=4). Color 
was measured with a Hunter LabScan 11 colorimeter (Hunter Associates Laboratories, 

10 Reston, VA). Color measurements (are expressed as mean ± SD (n=5). Whiteness was 
calculated according to the following formula: 100-((100-L)W+b^)°-^ (Lanier, 
"Measurement of Surimi Composition and Functional Properties," In: Surimi Technology 
(Lanier et al., eds.), pp 123-163, Marcel Dekker, Inc., New York, 1992) usmg the average 
values of L, a, and b (See Kelleher and Hultm (2000), Supra). 

15 



16 



wo 02/20720 



PCT/USOl/27513 



TABLE 4 



Raw material/surimi characterisitics 


pHlO.8 


Mc in muscle (%) 


80 


Muscle lipid content (% dw) 


11.3 


Mc in protein precipitate (%) 


87.5 


Mc in dewatered protein precipitate (%) 


72.8 


Mc surimi with cryoprotectants (%) 


73.6 


pH sxirimi with cryoprotectants 


6.0 


pH prior to gelatin 


7.1 


Gel characteristics 




Mc in nnal sunmi gel (%) 


74.1 


Folding test 


5 


Stress (kpa) 


56.1+2.4 


Strain 


1.6 ±0.1 


G 


35.4 + 2.1 


L 


66.5 + 0.3 


a 


-2.4 + 0.4 


b 


8.1 ±0.9 


Whiteness 


65.5 



5 Example 4: Production of Protein Isolates From Mechanically Separated Deboned Chicken 
MeatrMSDO 

A protein isolate was prepared from MSDC by the alkaline process similar to that 
described in Example 3. The protein isolate was collected at pH 5.5. The protein isolates 
were then divided mto two batches and 2.5% NaCl was added to each batch. The pH of one 
1 0 sample was adjusted to 6.0, and the other was adjusted to pH 7.0. The material was then 

stuffed into casings and heated m a water bath for 30 minutes at 90^C, The material was then 
removed, cooled in an ice bath, and stored overnight in a refrigerator before testing. Gels 
were also prepared directly from MSDC as a control. 

The gelation characteristics of the protein isolate (prepared by the method of the 
15 present invention) and the origmai MSDC were compared. Results are provided in Table 5. 
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TABLES 



10 



15 



20 





Protein Isolate 
pH6.0 


Protein Isolate 
pH7.0 


MSDC 


% lipid original (dry basis) 


— 


— 


52.2 


% lipid (dry basis 


9.1 


9.5 


41.7 


pH 


6.18 


7.03 


6.66 


% water 


78 


79 


64 


Lvalue 


54 


52 


48 


Torsion test 








Stress (kPa) 


78 




44 


Strain 


1.45 




1.45 


Puncture, gel strength, g.cm 








Less heating^ 


677 


463 


395 


More heating^ 


842 


517 


255 



* Exposed to cooking temperature for a shorter or longer period because of location in 
sample. 

Protein isolates prepared by the method of the present invention showed 
improvements in water binding and in gel strength. The lean portion of the protein isolate 
prepared at pH 6 had 28% more water (and 21.1% greater weight) than the lean portion of the 
MSDC. The protein isolates also had a lower lipid content than the MSDC. 

Examples: Use of a Protein Isolate as a Fimctional Ingredient, and the Effect of Various 
Chopping Methods on Gel Quality 

The effect of utilizing a protein isolate prepared by the methods of the present 
invention as an ingredient in foods was investigated. Specifically, alkaline-extracted protein 
isolates were substituted for chicken breast muscle in chicken breast muscle wieners. 
Further, the effect of various chopping methods on gel quality was investigated. 

Preparation of Protein Isolate. 4800 ml of water was added to 600g of MSDC (1:8 
w/v). The mixture was homogenized with a Polytron for 2 minutes and the fat at the top of 
the mixture was removed. The pH was then adjusted to 10.5. The mixture was centrifuged 
at 10,000 X g for 30 minutes. The neutral fet at the top of the mixture and the insoluble 
j&action in the sediment (which contains mostly collagen and bone residue) was removed. 
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The supernatant was passed through a double layer cheesecloth to retain the fat globules, and 
the pH was adjusted to 5.5 to precipitate the protein. The mixture was then centrifuged twice 
at 1 0,000 X g for 30 minutes. The sediment was centrifuged again at the same speed for 30 
mmutes to further reduce the moisture content. 

Preparation of Wieners. Wieners containing 0%, 25%, and 50% protein isolate (PI) 
were prepared according to the formulae shown in Table 6, 



TABLE 6 



Ingredients 


Control 100% 
CBM 


25% PI 
Substitution 


50% PI 
Substitution 


CBM 


124.13 


93.09 


62.06 


PI 


0.00 


31.03 


62.06 


Ice 


12.41 


12.41 


■ 12.41 


Salt 


2.89 


2.89 


2.89 


STP 


0.49 


0.49 


0.49 


Na Nitrite 


0.02 


0.02 


0.02 


Erythobate 


0.07 


0.07 


0.07 


Fat(poric.30%) 


60.00 


60.00 


60.00 



Chopping Methods, Chopping methods utilized were as follows; method (a): a 
mixture containing dl ingredients was chopped for 2.5 ininutes; method (b): a mixture 
containing all ingredients except fat was chopped for 1 minute, followed by the addition of 
fat and additional chopping (1.5 minutes); method (c): a mixture containing all ingredients 
except fat and protein isolate was chopped for 1 minute, followed by the addition of fat and 
additional chopping (0.5 minutes), followed by the addition of protein isolate and additional 
chopping (1 minute). Mixing by hand was performed for every 30 seconds of chopping, at a 
temperature of less than 18°C. Results are depicted in the tables below. 
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TABLE? 



Percent water loss after cooking and cooling 



Protein Composition 


Chopping Method 


% Total Fat Loss 


% Total Water 

Loss 


100% CBM 


a 


Not Observed 


3.8 ± 0.6 


75% CRM + 25% PI 


a 


Not Observed 


4.5 ± 0.7 


75% CBM + 25% PI 


b 


Not Observed 


4.3 ± 0.4 


75% CBM + 25% PI 


c 


Not Observed 


4.5 ± 0.3 


50% CBM + 50% PI 


a 


Not Observed 


7.5 ± 0.6 



5 



TABLE 8 



pH values of gel product 



Protein Composition 


pH 


100% CBM 


6.27 


75% CBM + 25% PI 


6.21 


75% CBM + 25% PI 


6.19 


75% CBM + 25% PI 


620 


50% CBM + 50% PI 


6.18 



10 TABLE 9 



Torsion test 



Protein Composition 


Stress 


Strain 


100% CBM 


81.1 ±4.9 


1.68 ± 0.02 


75% CBM + 25% PI 


80.8 ± 3.8 


1.66 ± 0.06 


75% CBM + 25% PI 


97.5 ± 10.7 


1.78 ± 1.72 


75% CBM + 25% PI 


88.9 ± 8.9 


1.72 ±0.11 


50% CBM + 50% PI 


76.22 ± 9.9 


1.46 ±0.11 
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TABLE 10 
Color comparison 



Protein Composition 


L 


a 


b 


100% CBM 


78.44 ± 0.45 


4.7 ± 0.68 


10.43 ± 0.64 


75%CBM + 25%PI 


73.22 ± 0.48 


7.47 ± 0.19 


10.48 ± 0.05 


75% CBM + 25% PI 


73.72 ± 0.35 


7.43 ± 0.17 


10.59 ±0.17 


75% CBM + 25% PI 


71.64 ± 0.88 


8.28 ± 0.18 


10.61 ± 0.18 


50% CBM + 50% PI 


70.03 ± 0.54 


7.29 ± 0.14 


10.16 ± 0.10 



5 It was observed that at least 25% of the chicken breast muscle can be substituted for 

the protein isolate without any significant loss in functional characteristics, with the 
exception of color. 

10 Example 6: Alkalme Treatment of Animal Muscle Prevents Oxidation bv Inactivating 
Deoxvhemoglobin 

To determined whether alkaline solubilization of animal muscle protein led to 
advantages independent from enabling membrane lipid removal, washed cod muscle was 
prepared as described m Richards et al., J. Agric. Food Chem. 48:3141-3147, 2000. Trout 

IS hemolysate was then added to the washed cod samples to achieve a hemoglobin 
concentration of 6 nmol/kg. The samples were then stored at 5°C for 15 hours after 
establishing a stable pH value for the sample. At the end of the incubation, thiobarbituric 
acid reactive substances (TEARS), a surrogate for oxidation products, were quantified as 
described in Richards et al., supra. The results are summarized in Fig. 1 and indicate that 

20 hemoglobin-dependent oxidation was reduced or eliminated at pH values of about 7 or 

above. At pH values below 7, significant oxidation was observed. In general, a TBAR value 
of greater than 20 ;^ol/kg indicates strong oxidation. As described in Richards et al., supra, 
this reduction in hemoglobin-dependent oxidation coincides with a decrease in the proportion 
of total hemoglobin that is in the form of deoxyhemoglobin. Thus, the results suggest that 

25 alkaline treatment of animal muscle, especially red animal muscle, prevents 
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deoxyhemoglobin from reacting with and oxidizing biological molecules in an animal muscle 
mixture, thereby explaining in part the benefits of the invention described herein. 

Example?: Alkaline Treatment of Animal Muscle Improves Edible and Gellable Protein 

5 Yield bv At Least Two Mechanisms 

To better understand the mechamsm(s) for the high protein yields and good quality 
gels described herein, herring muscle was prepared in hydrochloric acid (pH 2.6) as 
described in Kelleher et al, "Functional chicken muscle isolates prepared using low ionic 
strength, and solubilization/precipitation," 53rd Ann. Reciprocal Meat Conf , June 18-21, 

10 2000, Am. Meat. Sci. Assoc., Savoy, II, pp. 76-81 . The same procedure was used to produce 
protein isolate in base (pH 10.7), except that in this case, solubilization and incubation were 
done at an alkaline pH using sodium hydroxide. The samples were incubated on ice for 
about 165 minutes and then loaded onto a 4-20% sodium dodecylsulfate-polyacrylamide gel 
under standard reducing conditions. Electrophoresis of the gel and Coomassie Blue staining 

1 5 allowed visualization of the myosin heavy chain protein band at about 205 kDa 

Remarkably, the herring muscle incubated at a pH of 2.6 showed considerable breakdown of 
myosui heavy chain while no loss of myosin heavy chain was detected in the herring muscle 
incubated at a pH of 10.7. It was hypothesized that alkaline conditions inhibited lysosomal 
proteases (e.g., cathepsins), which were responsible for myosux hydrolysis at a more acidic 

20 pH. 

In a second experiment, frozen Alaskan pollock muscle protein was prepared, 
solubilized \mder different pH conditions, and precipitated as described m Sample I . The 
percentage by weight of protein recovered after precipitation was 22.7% at neutral pH, 66.1% 
at pH 11 .0, and 58.5% at pH 3.0. It was noted that the protein recovered from the pH 1 1 .0 
25 sample was able to form a gel. This result, in part, led to the following hypothesis. 

Gadoid fish, such as Alaskan pollock. Pacific hake, and blue whiting, are important 
food fish and are used to produce surimi. When gadoid species are frozen, an enzyme in the 
flesh, trimetiiylamine oxide demethylase, breaks down trimethylamine oxide in the flesh to 
dimethylamine and formaldehyde. The formaldehyde produced in turn denatures muscle 
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protein, thereby rendering them insoluble, even under alkaline conditions. It is believed that 
the alkaline treatment described can solubilize some of the modified proteins due to the high 
negative charge on the proteins at this pH. It is also possible that the alkaline treatment can 
reverse at least in part the reaction of the fish proteins with formaldehyde, thereby rendering 
the fish protein soluble. 

The results in this example suggest that the advantages of the present invention can 
operate through more than one mechanism. 

Other Embodiments 

It is to be understood that while the invention has been described in conjunction with 
the detailed description thereof, the foregoing description is intended to illustrate and not 
limit the scope of the invention, which is defined by the scope of the claims. Other aspects, 
advantages, and modifications are within the scope of the following claims. 

What is claimed is: 
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1 . A method for isolating edible protein from animal muscle, the method comprising 

obtaining a mixture comprising animal muscle and water; 

increasing the pH of the mixture to a level suflBcient to solubilize at least a portion of 
the insoluble animal protein in the mixture; 

removing at least about 50% by weight of total membrane lipids from the mixture; 

precipitating the solubilized protein from the animal muscle protein mixture; and 

collecting the precipitated protein, thereby isolating the edible protem from the 
animal muscle. 

2, A method of isolating edible protein from animal muscle, the method comprising 

obtaining a mixture comprising animal muscle and water; 

increasing the pH of the mixture to a level sufficient to solubilize at least a portion of 
the insoluble animal protein in the animal muscle protein mixture; 

• precipitating the solubiUzed protein fix)m the anunal muscle protein mixture; and 

collecting the precipitated protein, thereby isolating the edible protein from the 
animal muscle, wherein the tempemture of the mixture is maintained at 1 5°C or less in each 
step of the method, and the collected precipitated protein provides a yield of at least about 
70% by weight of the total animal muscle protein in the mixture prior to increasing the pH. 

3. The method of claim 1 or 2, wherein the collected precipitated protein is capable 
of forming an edible gel. 

4. The method of claim 1 or 2, further comprising forming an edible gel from the 
collected precipitated protein. 

5. The method of claim 1, wherein the animal muscle comprises about 1 5% or less 
by weight of the mixture prior to increasing the pH of the mixture. 
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6. The method of claim 1, wherein the animal muscle comprises about 10% or less 
by weight of the mixture prior to increasing the pH of the mixture. 

7. The method of claim 2, wherein the animal muscle comprises about 50% or less 
by weight of the mixture prior to increasing the pH of the mixture. 

8. The method of claim 2, wherein the animal muscle comprises about 30% or less 
by weight of the mixture prior to increasing the pH of the mixture. 

9. The method of claim 1 or 2, wherein the pH of the mixture is increased to about 
10.0 or above. 

10. The method of claim 1 or 2, wherein the pH of the mixture is increased to about 
10.5 or above. 

1 1 . The method of claim 1 or 2, wherein the pH of the mixture is hicreased by adding 
polyphosphate to the mixture. 

1 2. The method of claim 1, wherem at least about 70% by weight of total membrane 
lipids are removed from the mixture. 

1 3. The method of claim 1, wherem at least about 90% by weight of total membrane 
lipids are removed from the mixture. 

14. The method of claim 1, wherein membrane lipids are removed by centrifiigation 
of the mixture. 

1 5. The method of claim 14, wherein the mixture is centrifuged at about 5000 x g or 

greater. 
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16; The method of claim 14, wherein the mixture is centrifixged at about 7000 x g or 

greater. 

17. The method of claim 14, wherein the mixture is centrifixged at about 10,000 x g 
or greater. 

18. The method of claim 1, A?\4ierein the membrane lipids are removed by filtration. 

19. The method of claim 1, wherein membrane lipids are removed by adding an 
aggregant to the mixture. 

20. The method of claim 19, wherein the aggregant is a polymer. 

21. The method of claim 19, wherein the aggregant is a cationic polymer. 

22. The method of claim 19, wherein the aggregant is an anionic polymer. 

23. The method of claim 19, wherein the aggregant is selected from the group 
consisting of carrageenan, algin, demethylated pectin, gum arable, chitosan, 
polyethyleneimine, spermine, and spermidine. 

24. The method of claim 19, wherein the aggregant is a salt. . 

25. The method of claim 25, wherein the salt is selected from the group consisting of 
a calcium salt, magnesium salt, sulfate, phosphate, and polyamine. 

26. The method of claim 1 or 2, wherein tiie solubilized protein is precipitated by 
lowering the pH of the mixture. 
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27. The method of claim 26, wherein the pH of the mixture is lowered to about 5.5 or 

below, 

28. The method of claim 26, wherein the pH of the mixture is lowered to about 4.0 or 
below, then raised to about 5.0 or above. 

29. The method of claim 26, further comprismg adding a buffer to the mixture prior 
to precipitation of the solubilized protein. 

30. The method of claim 29, wherein the buffer is selected from the group consisting 
of histidine, succmate, citrate, pyrophosphate, malonate, alanine, glutamic acid, citric acid, 
lactic acid, phosphoric acid, and pyruvic acid. 

3 1 . The method of claim 1 or 2, wherein the precipitated protein is collected by 
centrifugation. 

32. The method of claim 1, wherein the solubilized protein is precipitated by adding 
an aggregant to the mixture after removal of membrane lipids. 

33. The method of claim 32, wherein the aggregant is a polyamine. 

34. The method of claim 1, wherein the mixture comprises a buffer prior to 
mcreasing the pH of the mixture. 

35. The method of claim 34, wherein the buffer is selected from the group consisting 
of glycme, arginine, asparagine, cysteine, dipeptide camosine, taurine, pyrophosphate, and 
orthophosphate. 

36. The method of claim 1, v^erein the mixture comprises an iron chelator. 
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37. The method of claim 36, wherein the iron chelator is selected from the group 
consisting of ethylenediaminetetraacetic acid, diethylenetrianunepentaacidic add, camosine, 
anserine, uric acid, citric acid, phosphate, polyphosphate, ferritin, and transferrin, 

38. The method of claim 1 or 2, further comprising washing the animal muscle with 
an aqueous solution prior to increasing the pH of the mixture. 

39. The method of claim 1 or 2, further comprising removing insoluble matter from 
the mixture prior to precipitation of the solubilized protein. 

40. The method of claim 39, wherein the insoluble matter is removed by 
centrifugation at about 4000 x g or below. 

41 . The method of claim 2, further comprising removing membrane lipids from the 
mixture after increasing the pH of the mixture. 

42. The method of claim 41, wherein at least about 50% by weight of total membrane 
lipids are removed from the mixture, 

43. The method of claim 1 or 2, wherein the animal muscle is fish muscle. 

44. The method of claim 1 or 2, wherein the animal muscle is chicken muscle. 

45. A method for isolating edible protein from animal muscle, the method 
comprising 

obtaining animal muscle; 

adding an aqueous solution to the animal muscle to fonn a mixture, wherein the pH of 
the aqueous solution is at a pH sufQciently alkaline to solubilize at least a portion of the 
animal muscle protein in the animal muscle mixture; 
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removing at least about 50% by weight of total membrane lipids from the mixture; 
precipitating the solubilized protem from the animal muscle protein mixture; and 
collecting the precipitated protem, fliereby isolating the edible protein from the 
animal muscle. 

46. A method of isolating edible protein from animal muscle, the method comprising 
obtaining animal muscle; 

adding an aqueous solution to the animal muscle to form a mixture, wherein the pH of 
the aqueous solution is at a pH suflScientiy alkaline to solubilize at least a portion of the 
animal muscle protein in the animal muscle mixture; 

precipitating the solubilized protein from the animal muscle protein mixture; and 
collecting the precipitated protein, thereby isolating the edible protein from the 
animal muscle, wherein the temperature of the mixture is maintained at 15°C or less in each 
step of the method^ and the collected precipitated protein provides a yield of at least about 
70% by weight of the total animal muscle protein in the mixture prior to increasing the pH. 



29 



wo 02/20720 



PCT/USOl/27513 



1/1 




(12) INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(19) World Intellectual Property Organization 
International Bureau 

(43) International Publication Date 
14 March 2002 (14.03.2002) 




PCT 



(10) International Publication Number 

WO 02/020720 A3 



(51) International Patent Classification^: A23J 1/00 

(21) International Application Number: PCi/USOl/27513 

(22) International Filing Date: 

5 September 2001 (05.09.2001) 



Geersgatan 18, S-41657 Goteborg (SB). KE, Shumiog 
[CNAJS]; G6 North Village Apts., Amherst, MA 01002 
(US). 

(74) Agent: FASSE, J., Peter; Fish & Richardson RC, 225 
Franklin Street, Boston, MA 021 10 (US). 



(25) Filing Language: 

(26) Publication Language: 



English 
English 



(30) Priority Data: 

60/230,397 6 September 2000 (06.09.2000) US 

(63) Related by continuation (CON) or continuation-in-part 
(CIP) to earlier application: 

US 60/230,397 (CON) 

Hied on 6 September 2000 (06.09.2000) 

(71) Applicant (for all designated States except US): UNI- 
VERSITY OF MASSACHUSETTS [US/US]; One 
Beacon Street. Boston, MA 02 108 (US). 

(72) Inventors; and 

(75) Inventors/Applicants ffbr US only): HULTIN, Herbert, 

O. [USAJS]; 178 Granite Street, Rockport. MA 01966 
(US). KELLEHER, Stephen, D. [USAJS]; 178 Main 
Street, Wakefield, MA 01880 (US). FENG, Yuming 
[CN/US]; 33 Topsfield Road #5, Ipswich, MA 01938 
(US). KRISTINSSON, Hordur [ISAJSl; 1101 Broughton 
Drive, Beverly, MA 01915 (US). RICHARDS, Mark, 
P. [USAJS]; 19 University Houses, Apt. R Madison, 
WI 53705 (US). UNDEIULAND, Ingrid [SE/SE]; De 



(81) Designated States (national): AE, AG, AL, AM, AT, AU, 

AZ, BA, BB, BG, BR, BY, BZ, CA, CH, CN, CO, CR, CU, 
CZ, DE, DK, DM, DZ, EC, EE, ES, FI, GB, GD, GE, GH, 
GM, HR, HU, ID, IL, IN, IS, JP, KE, KG, KP, KR, KZ, LC. 
LK, LR, LS, Ur, LU, LV, MA. MD, MG, MK, MN, MW, 
MX, MZ, NO, NZ, PH, PL, PT, RO, RU, SD, SE, SG, SI. 
SK, SL, TJ, TM, TR, TT, TZ, UA, UG. US. UZ, VN. YU, 
ZA,ZW. 

(84) Designated Stales (re^iional): ARIPO patent (GH, GM, 
KE, LS, MW. MZ, SD, SL, SZ, TZ, UG, ZW), Eurasian 
patent (AM, AZ, BY, KG, KZ, MD, RU, TJ, TM), European 
^ patent (AT, BE, CH, CY, DE, DK, ES. FI, FR. GB, GR, IE, 
\ . I T, LU, MC, NL, Pi; SE, TR), OAPl patent (BF", BJ, CF', 
CG, CI, CM, GA. GN, GQ, GW, ML, MR, NH, SN, TO, 
TG). 

Published: 

— with international search report 

(88) Date of publication of the international search report: 

26 September 2002 

For two-letter codes and other abbreviations, refer to the "Guid- 
ance Notes on Codes and Abbreviations " appearing at the begin- 
ning of each regular issue of the PCT Gazette. 



o 

o 
r5 



(54) Title: HIGH EFFICIENCY PROTEIN EXTRACTION 



(57) Abstract: The invention relates to a process for isolating edible protein from animal muscle by sohibilizing the protein in an 
alkaline aqueous solution. 



INTERNATIONAL SEARCH REPORT 



International application No. 
PCT/USOI/S75IS 



A. CLASSIFICATION OF SUBJECT MATTER 

IPq?) :A2dJ l/OO 
US CL :5S0/419 

According to International Patent Oaaiiftcation (IPC) or to both national classiflcation and IPC 

B. FIELDS SEARCHED 

Minimum documentation searched (classiHcation ayatem followed by claaaification aymbola) 

U.S. : SS0/41S. 418. 428. 487, 687; 486/656, 657 

Documentation searched other than minimum documentation to the extent that such documents are included in the fields 
searched 



Electronic data base consulted during^ the international search (name of data base and, where practicable, search terms used) 
WEST. EPO. STN-CA, MEDLINE 



C DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Gtation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



X.P 
A 



US 6,136,959 A (HULTIN et al.) 24 October 2000, see entire 
document. 

US 3.937,654 A (SOLOMONS et al.) 10 February 1976, see entire 
document 



1-46 



1-46 



I I Further documenta are listed in the continuation of Box C [ | See patent family annex. 



Spaeitl c&tegorie« of cited ioctttzxjDtc 

docaiDBiit dafiaiog the gonenl cUta of tb« ait vhicb b not co&ti&nd 
to b« of p&rtieaUf folavaaeo 

•Ariior docvmeal pabluhod m or •Stat Iho btonttioBft] filing 4*te 

doenmaol vhteb a»j tluov doobtt oo prfoHty eUliB(f) or wUeh b 
cited to atlablbb tho pdbUcftttoD dftte of uollur citrtba or othor 
•poeUl naaon (u ■poctfiad) 

docomeot lofbrriog to w oral Staeloram, oao, ozhibitios ox ofbor 



docnmail yoblbbed prkv to the intonationU tUing dAte but Uter 



Utar docomaDt ptiblithad aitor Uu iDUreaUooal GUag dftta or priotitj 
dAte ud not is coaflkt wiih tb« appUcatioo bnl citad lo ttodsHlud 
Iha prindpla or tbaoij oDdartTing th« iDvcDtion 

doownant of puttcoUr ralaTaooe; Iho oUimad iDvaatioD caaoot be 
oonaidBrad aonl or cannot ba conaidarad to lovolfe an invsntin ttap 
vhsa the docnmeat b Ukon alo&o 

dodamaat of putieolar iBbnnoof (be olaiowd iafsatioa canoot be 
ooaiUstid to tevoha aa isvontiva atop wbaa tba daeaaiaat b cooibined 
vitb oae or non oIImi aaob docamanta, aaeb coodiiaadon betog 
obvioaa to a peaoa abillad tn tba aH 

doewsaot mombex of tbe auzio p&leat faiailj 



Date of the actual completion of the international search 
16 APRIL 8009 


Date of mailing^|b|e^int^^^^nal search report 


Name and mailing address of the ISA/ US 
Commissioner of Patents and Trademarks 
Box PCT 

Washington, D C. 20231 
Facsimile No. (703) 305-3230 


Authorized officer > -''n / 
DAVID LUKTON ^ ^ ^ " 

Telephone No. (703) 308-0198 ^ 



Form PCT/iSA/910 (second sheet) (July \99S)it 



